Reversible immunoprecipitation using histidine- or glutathione S-transferase-tagged staphylococcal protein A.
We have constructed, expressed, and purified hexahistidine- and glutathione S-transferase (GST)-tagged Staphylococcal protein A. The histidine-tagged protein A bound efficiently to iminodiacetic acid (IDA)-Sepharose loaded with Zn2+, and the GST-protein A was efficiently retained by glutathione-Sepharose. Both recombinant forms of protein A can be used in the normal way to harvest immune complexes with IgG. Both forms of protein A can be released from the Sepharose matrix by mild procedures. The his6-protein A:antibody:antigen complexes can be released from the matrix with EDTA, and immunoprecipitates bound to GST-protein A can be released either by elution with glutathione or by digestion with thrombin. We tested this method with immunoprecipitates of the p40MO15 protein kinase, and found that they retained their ability to phosphorylate p33cdk2 after elution from the affinity matrices.